1. Introduction {#sec1-antibodies-07-00043}
===============

Therapeutic neutralization of the inflammatory cytokines, in particular TNF, has revolutionized the treatment of autoimmune diseases including rheumatoid arthritis (RA), Crohn's disease, spondyloarthritis (SpA), and others. However, a significant number of the patients (\~50%) with RA and SpA do not respond, showing only marginal improvement, or initially responding but then relapsing \[[@B1-antibodies-07-00043],[@B2-antibodies-07-00043],[@B3-antibodies-07-00043],[@B4-antibodies-07-00043]\]. Molecular imaging may be employed to investigate the mechanisms of the disease pathogenesis \[[@B5-antibodies-07-00043]\]. Several attempts to monitor the disease activity and the localization of therapeutic antibodies in the inflamed joints using molecular imaging with radiolabeled monoclonal anti-TNF antibodies (certolizumab pegol, adalimumab, and infliximab) in rheumatic diseases were reported \[[@B6-antibodies-07-00043],[@B7-antibodies-07-00043],[@B8-antibodies-07-00043],[@B9-antibodies-07-00043],[@B10-antibodies-07-00043]\]. At the same time, real-time images could be captured in vivo using a fairly simple equipment and appropriate fluorescent proteins \[[@B11-antibodies-07-00043]\]. The use of far-red fluorescent proteins, such as Katushka \[[@B12-antibodies-07-00043]\], allows for in vivo imaging of fluorescence in the deep tissues. To be able to visualize TNF in living tissue, fluorescent proteins can be genetically fused to a binding moiety, so that the resultant protein meets three criteria: (1) stable folding, (2) small size, and (3) affinity that is sufficient for specific antigen binding \[[@B13-antibodies-07-00043]\].

Since 1989, when a novel type of antibody devoid of the light chains was identified in the sera of various members of the *Camelidae* family \[[@B14-antibodies-07-00043]\], a number of therapeutic proteins and tools based on the variable heavy chain (VHH) of camelid antibodies were developed and evaluated. VHHs are the smallest functional antigen-binding domains of these heavy-chain-only antibodies, which are also called "nanobodies". Their distinctive features are a small size, good stability and solubility, and high levels of expression in bacterial systems \[[@B15-antibodies-07-00043]\]. Also, it was shown that nanobodies are able to bind the epitopes inaccessible for conventional antibodies \[[@B16-antibodies-07-00043],[@B17-antibodies-07-00043]\] and could display binding affinities in the lower nanomolar or even picomolar range \[[@B18-antibodies-07-00043]\]. All these features made nanobodies the ideal modules to be used in genetically encoded fluorescent proteins for successful molecular imaging. Several imaging techniques such as SPECT, PET, optical imaging, and ultrasound were successfully employed for nanobody-based imaging \[[@B19-antibodies-07-00043],[@B20-antibodies-07-00043]\]. Nanobodies fused to fluorescent proteins were termed "chromobodies" and were used to visualize endogenous cellular structures in real-time studies of live cellular processes \[[@B21-antibodies-07-00043]\].

In this study two fluorescent sensors specific to TNF, both fused to far-red protein Katushka, were evaluated. One is based on VHH derived from Bactrian camel \[[@B22-antibodies-07-00043]\] and binds TNF without interfering with its functions. Therefore, it can be used to study the role of TNF in both normal and pathological conditions. The other protein is based on llama VHH, which binds and neutralizes human TNF bioactivity and can be used for the experimental therapy of the TNF-dependent autoimmune conditions in humanized mice with simultaneous visualization of the pathological processes in real time.

2. Materials and Methods {#sec2-antibodies-07-00043}
========================

2.1. Design, Expression, and Purification of BTN-Kat and ITN-Kat Recombinant Proteins {#sec2dot1-antibodies-07-00043}
-------------------------------------------------------------------------------------

DNA fragments encoding single-domain anti-TNF antibodies VHH41 \[[@B23-antibodies-07-00043]\] or ahTNF-VHH (GenBank: KU695528.1) \[[@B24-antibodies-07-00043],[@B25-antibodies-07-00043]\] were cloned into the expression vector pET-28b (Merck Millipore, Darmstadt, Germany) between restriction sites BamHI and NcoI. To assemble the fluorescent-binding TNF nanobody (BTN-Kat) and the fluorescent-inhibiting TNF nanobody (ITN-Kat), the corresponding expression vector (which contained VHH41 or ahTNF-VHH, respectively) was digested with BamHI and NcoI and then ligated to PCR-amplified DNA fragment containing far-red fluorescent protein Katushka (TurboFP635, excitation/emission maxima at 588/635 nm) excised by Xhol- NcoI and DNA fragment encoded flexible glycine-serine linker. The C-terminal 6XHis tag sequence was in the same reading frame as the rest of the cDNA ([Figure S1](#app1-antibodies-07-00043){ref-type="app"}). Detailed information about expression and purification of the proteins is provided in [Supplemental Material (Method S1, Table S1, Result S1)](#app1-antibodies-07-00043){ref-type="app"}.

2.2. Size Exclusion Chromatography {#sec2dot2-antibodies-07-00043}
----------------------------------

ITN-Kat (5 mg/mL) or BTN-Kat (5 mg/mL) was applied to a Superose 6 column (GE Healthcare, Amersham, UK) equilibrated in gel-filtration buffer (20 mM NaPi, pH 7.4, 150 mM NaCl). The flow rate was kept at 0.5 mL/min. Experimental and standard proteins were solubilized in gel-filtration buffer. The Superose 6 column was calibrated with standard proteins (Protein Standard Mix 15--600 kDa, Sigma-Aldrich, St. Louis, MO, USA). Elution volumes of ITN-Kat were found to be 12 mL, 4 mL, and 11 mL, and those of BTN-Kat were 11 mL, 3 mL, and 10.9 mL. To estimate their molecular masses, we used the plot of log~10~ molecular mass against elution volume. The same data were used to calculate the predicted molecular mass of the complex using the plot of molecular mass against elution volumes.

2.3. Mice {#sec2dot3-antibodies-07-00043}
---------

Human TNF knock-in mice (huTNFKI) described earlier \[[@B26-antibodies-07-00043],[@B27-antibodies-07-00043]\] were bred in the SPF animal facility in the Institute of Biology and Biomedicine, Lobachevsky State University, in Nizhniy Novgorod on 12-h light/dark cycle at room temperature. All animal procedures were approved by the Scientific Council of the Institute of Biology and Biomedicine, Lobachevsky State University.

2.4. ELISA Measurement of the TNF Concentration in Murine Blood {#sec2dot4-antibodies-07-00043}
---------------------------------------------------------------

Blood was taken from the buccal sinus of mice using sterile medical needles. To isolate the serum, blood was incubated at room temperature for 20--30 min and centrifuged at +4 °C and 14,000 rpm in clot activator tubes (Becton Dickinson, Franklin Lakes, NJ, USA). After that, the serum was transferred to fresh test tubes. TNF concentration was measured in sera by the Human-TNF ELISA Ready-SET-Go® (Fisher Scientific, Hampton, NH, USA).

2.5. Cytotoxic Assay {#sec2dot5-antibodies-07-00043}
--------------------

The inhibiting activity of BTN-Kat and ITN-Kat in TNF-mediated cytotoxicity was analyzed on WEHI-164 cell line \[[@B28-antibodies-07-00043]\]. The cells were plated at 5000 cells/well in 96-well culture plates. Recombinant hTNF was added at constant concentration (100 U/mL). The fluorescent antibodies were applied at serial dilutions 1 mM--2 pM. After 24 h of incubation, 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) (Sigma-Aldrich, St. Louis, MO, USA) was added at concentration 4 µg/mL. After 4 h of incubation, formazan crystals were solubilized in 10% *w*/*v* SDS solution in DMSO, and OD was measured at 560 nm. The percentage of living cells was calculated and fitted to a nonlinear regression curve using Prism 5 (GraphPad Software, San Diego, CA, USA) software. One unit was defined as the amount of TNF inhibitor sufficient to mediate half-maximal protection from cytotoxicity in the presence of 100 U/mL human TNF.

2.6. LPS/[d]{.smallcaps}-Galactosamine-Induced Acute Hepatotoxicity Model {#sec2dot6-antibodies-07-00043}
-------------------------------------------------------------------------

TNF-humanized mice were individually weighted and received intraperitoneal injection of 150, 300, or 450 pmol/g of BTN-Kat; 75, 150, or 300 pmol/g of ITN-Kat; or 150 pmol/g of infliximab or PBS buffer followed 30 min later by an otherwise lethal dose of lipopolysaccharide and [d]{.smallcaps}-Galactosamine (LPS/D-Gal) (Sigma-Aldrich, St. Louis, MO, USA) 400 ng/g and 800 μg/g, respectively. Mice were euthanized when moribund. Kaplan--Meier survival curves were plotted, and pairwise statistical comparison of BTN-Kat, ITN-Kat, and infliximab was performed.

2.7. Flow Cytometry Analysis of Bone Marrow-Derived Macrophages {#sec2dot7-antibodies-07-00043}
---------------------------------------------------------------

Bone marrow-derived macrophages (BMDM) from TNF-humanized mice or from C57Bl/6 mice were cultured for 10 days in DMEM, L-glutamune, Pen/Strep, 20% (*v*/*v*) horse serum, and 30% (*v*/*v*) of L929 conditioned medium, and then detached with ice-cold PBS and counted. Activation of TNF production by the macrophages was performed using LPS (100 ng/mL, 4 h, 37 °C, 5%, CO~2~). The cells mortality was obtained by measuring the percentage of dead macrophages by Trypan blue exclusion. Fcγ receptor was blocked by anti-Fcγ receptor antibodies (Biolegend, San Diego, CA, USA), and then cells were stained with anti-F4/80-FITC antibodies (Thermo Fischer, Waltham, MA, USA) and BTN-Kat or ITN-Kat by intracellular cytokine staining protocol using BD Fixation and Permeabilization Solution Kit with BD GolgiPlug™ (Becton Dickinson, Franklin Lakes, NJ, USA). The samples were analyzed on Cytoflex S flow cytometer (Beckman Coulter, Brea, CA, USA). The fluorescent signal from Katushka was detected with 585 nm laser excitation and 660/20 nm emission filter. Twenty thousand cells were evaluated per test; in a list mode, data were analyzed using CytExpert 2.0 software (Beckman Coulter, Brea, CA, USA).

2.8. Flow Cytometry Analysis of Murine Blood {#sec2dot8-antibodies-07-00043}
--------------------------------------------

Blood, collected from buccal sinus and treated with heparin (10 U/mL), was incubated with 1× RBC lysis buffer (Biolegend, San Diego, CA, USA) and then was resuspended in 100 μL of FACS buffer (PBS with 2% FBS), with Fixable Live/Dead Stain (Life Technologies, Carlsbad, CA, USA) and an appropriate combination of fluorescent antibodies specific to CD45, F4/80, CD3, CD45R (Thermo Fischer, Waltham, MA, USA), and FcR block (Biolegend, San Diego, CA, USA). After that, cells were incubated with BTN-Kat and ITN-Kat on ice without permeabilization, or stained by intracellular cytokine staining protocol using BD Fixation and Permeabilization Solution Kit with BD GolgiPlug™ (Becton Dickinson, Franklin Lakes, NJ, USA). Data were analyzed using CytExpert 2.0 (Beckman Coulter, Brea, CA, USA).

2.9. Fluorescence Whole-Body Imaging {#sec2dot9-antibodies-07-00043}
------------------------------------

150 pmol/g of the fluorescent sensors were injected intraperitonealy (i/p), and after 30 minu animals were i/p injected with LPS (400 ng/g) and [d]{.smallcaps}-Gal (800 μg/g) or the same volume of PBS. As a control, mice were injected with PBS 30 min prior to the injection of LPS/[d]{.smallcaps}-Gal instead of the proteins or the PBS only. Fluorescence imaging was performed on the IVIS-Spectrum system (Caliper Life Sciences, Waltham, MA, USA) in the epi-luminescence mode; the fluorescence was excited at 605/30 nm and detected at 660/20 nm \[[@B29-antibodies-07-00043]\]. Before the procedure, the mice were shaven using a shaving machine and additionally depilated with the cream. In 1, 3, and 6 h after the injection of LPS/ [d]{.smallcaps}-Gal, the mice were euthanized by isoflurane, and whole-body fluorescence images of the animals were acquired. Quantitative analysis was performed in the Living Image Software 4.2 (PerkinElmer, Waltham, MA, USA) by calculation of the fluorescence intensity averaged over the abdominal region and normalizing to the values of autofluorescence measured from the mice injected with PBS alone. To analyze the uptake of the BTN-Kat or ITN-Kat by the liver, ex vivo fluorescence imaging was performed.

2.10. Statistical Analysis {#sec2dot10-antibodies-07-00043}
--------------------------

Statistically significant differences of values were determined using STATISTICA 10 (StatSoft, Moscow, Russia) using the Mann--Whitney U-test. Differences were considered statistically significant at *p* ≤ 0.05.

3. Results {#sec3-antibodies-07-00043}
==========

3.1. Anti-TNF Antibodies Fused to Far-Red Katushka Protein Form Oligomers {#sec3dot1-antibodies-07-00043}
-------------------------------------------------------------------------

Two genetically encoded fluorescent sensors based on two distinct TNF-binding modules and far-red protein Katushka ([Figure 1](#antibodies-07-00043-f001){ref-type="fig"}A) were designed and successfully expressed in prokaryotic system ([Result S1, Figure S2](#app1-antibodies-07-00043){ref-type="app"}). Native electrophoresis of purified proteins showed that both proteins formed a single structure under native conditions ([Figure S3](#app1-antibodies-07-00043){ref-type="app"}). Profiles from size exclusion chromatography showed that fluorescent proteins had a tendency to form oligomers ([Figure 1](#antibodies-07-00043-f001){ref-type="fig"}C). Apparent molecular weight values of 113,260 kDa and 36,413 kDa for ITN-Kat corresponded to trimeric and monomeric forms, respectively. For BTN-Kat, apparent MW values were 85,979 kDa and 118,904 kDa, which corresponded to the dimeric and trimeric proteins ([Figure 1](#antibodies-07-00043-f001){ref-type="fig"}C). Previously the ability of the fluorescent protein Katushka to form dimers and tetramers were reported \[[@B12-antibodies-07-00043],[@B30-antibodies-07-00043]\], thus, we believe that oligomerization is due to the presence of the Katushka module. However, in our experiments a trimeric form for both proteins was also observed. The mixture of the protein's oligomer forms was used for all subsequent experiments.

3.2. Fluorescent Nanobodies Interact with TNF In Vitro {#sec3dot2-antibodies-07-00043}
------------------------------------------------------

Inhibitory activities of BTN-Kat and ITN-Kat toward recombinant human TNF were evaluated in TNF-dependent colorimetric MTT cytotoxicity assay with WEHI 164 murine fibrosarcoma cell line, which is sensitive to human TNF. The analysis was prepared in 96-well plates. Each well contained 20,000 cells, the concentration of TNF was 100 U/mL in accordance with a predetermined TNF DL50 (1U). Cells were incubated with a mixture of TNF and inhibitor in a range of concentrations overnight. In contrast to BTN-Kat, ITN-Kat demonstrated a dose-dependent hTNF inhibitory activity (half maximal effective concentration (EC~50~) = 9.73·10^3^ pM). The clinically utilized chimeric monoclonal antibody infliximab was used as a positive control (EC~50~ = 2.83·10^3^ pM) ([Figure 2](#antibodies-07-00043-f002){ref-type="fig"}).

Additionally, in vitro TNF binding activity of BTN-Kat and ITN-Kat was examined using flow cytometry. Bone marrow-derived macrophages (BMDM) derived from TNF humanized mice were activated by bacterial LPS and then stained with BTN-Kat and ITN-Kat using an intracellular cytokine staining protocol that resulted in specific staining of the TNF-expressing cells. BTN-Kat demonstrated lower staining than ITN-Kat in BMDM cells from huTNFKI mice ([Figure 3](#antibodies-07-00043-f003){ref-type="fig"}A); however, BTN-Kat was also able to interact with mouse TNF derived from the BMDM of C57Bl6 mice while ITN-Kat did not ([Figure 3](#antibodies-07-00043-f003){ref-type="fig"}B). This observation suggested that imaging with BTN-Kat may be feasible in wild-type mice.

3.3. ITN-Kat Showed TNF Neutralizing Activity In Vivo, while BTN-Kat Did not {#sec3dot3-antibodies-07-00043}
----------------------------------------------------------------------------

The ability of BTN-Kat and ITN-Kat to inhibit systemic TNF was evaluated in TNF-humanized mice in the experimental model of acute hepatotoxicity ([Figure 4](#antibodies-07-00043-f004){ref-type="fig"}).

Mice injected with ITN-Kat at concentration 150 pmol/g survived ([Figure 4](#antibodies-07-00043-f004){ref-type="fig"}B), as did mice treated with infliximab at the same dose. BTN-Kat was not able to protect mice from lethality at the same dose nor at higher doses ([Figure 4](#antibodies-07-00043-f004){ref-type="fig"}A).

3.4. The In Vivo Fluorescence of Anti-TNF Nanobodies Correlates with TNF Levels in Mice {#sec3dot4-antibodies-07-00043}
---------------------------------------------------------------------------------------

TNF plays a critical role in liver injury induced by LPS/[d]{.smallcaps}-Gal. Thus, the model of acute hepatotoxicity is characterized by an inflammatory process in the abdominal cavity, and, as expected, the highest level of fluorescence of the sensors was detected in the abdominal area. The peak of the fluorescence intensity was observed at 1 h post-injection of the LPS/[d]{.smallcaps}-Gal. In this group fluorescence signal was significantly higher (*p* \< 0.05) than in the control mice injected with PBS and LPS/[d]{.smallcaps}-Gal or PBS alone ([Figure 5](#antibodies-07-00043-f005){ref-type="fig"}A--C). These results are consistent with the data obtained by ELISA, in which the highest level of TNF concentration in the blood was observed 1 h after the LPS/[d]{.smallcaps}-Gal injection ([Figure 5](#antibodies-07-00043-f005){ref-type="fig"}D). However, at the 3-h time point after the LPS/[d]{.smallcaps}-Gal injection, the level of the BTN-Kat and ITN-Kat fluorescence did not differ from the mice injected with the sensor alone without LPS/[d]{.smallcaps}-Gal. At 6 h, the fluorescence intensity in mice injected with BTN-Kat fell to the baseline level of autofluorescence ([Figure 5](#antibodies-07-00043-f005){ref-type="fig"}B), which suggested either complete excretion of BTN-Kat protein from the body or its degradation. However, at 6-h point, the fluorescent signals of control ITN-Kat-injected mice and ITN-Kat-injected mice challenged with LPS/[d]{.smallcaps}-Gal were significantly distinct from autofluorescence (*p* \< 0.05) ([Figure 5](#antibodies-07-00043-f005){ref-type="fig"}C). The results of ex vivo imaging confirmed the accumulation the fluorescent anti-TNF antibodies in the liver with the maximum of fluorescence signals at 1 h after LPS/[d]{.smallcaps}-Gal injection ([Figure 5](#antibodies-07-00043-f005){ref-type="fig"}E).

3.5. LPS/[d]{.smallcaps}-Galactosamine-Induced Acute Hepatotoxicity Depends on TNF Expression by Monocytes {#sec3dot5-antibodies-07-00043}
----------------------------------------------------------------------------------------------------------

We then evaluated the expression levels of TNF by F4/80, CD3, and CD45R-positive cells ([Figure 6](#antibodies-07-00043-f006){ref-type="fig"} and [Figure S5](#app1-antibodies-07-00043){ref-type="app"}) using flow cytometry protocols for both surface and intracellular staining during LPS/[d]{.smallcaps}-gal-induced acute hepatotoxicity. The results showed that the main source of TNF corresponded to F4/80-positive cells. At the same time, the maximal number of TNF-positive cells was observed at 1 h after the LPS/[d]{.smallcaps}-gal injection, in correlation with the TNF level in the blood ([Figure 5](#antibodies-07-00043-f005){ref-type="fig"}D). Of note, we did not observe any significant changes in the TNF levels produced by other cell types ([Figure S5](#app1-antibodies-07-00043){ref-type="app"}).

4. Discussion {#sec4-antibodies-07-00043}
=============

Molecular imaging is a promising approach to address the role of TNF in various inflammatory pathologies. Recent studies highlighted applications of red fluorescent proteins fused with VHH antibodies for bioimaging and theranostics \[[@B31-antibodies-07-00043],[@B32-antibodies-07-00043],[@B33-antibodies-07-00043]\]. The small size and the absence of Fc-fragment in VHH modules may reduce side effects caused by interactions with receptors of immunocompetent cells and with complement system, as it usually happens with classical antibodies \[[@B34-antibodies-07-00043]\]. Also, the earlier study \[[@B35-antibodies-07-00043]\] demonstrated that red fluorescent proteins with maximum of emission spectra \>600 nm are more effective, because the emitted light is not absorbed by the tissues.

We attempted to utilize far-red-emitting nanobody-based fusion proteins for imaging both systemic TNF as well as TNF at the sites of its local expression in vivo. VHH domains from *Camelidae* antibodies VHH41 \[[@B23-antibodies-07-00043]\] and ahTNF-VHH \[[@B24-antibodies-07-00043]\] were used as targeting modules. It has been shown that those module had a similar affinity to hTNF, however VHH41's target region of hTNF was not involved in interaction with the TNF receptor \[[@B23-antibodies-07-00043]\]. Fluorescent protein Katushka chosen as the imaging molecule emits in the range of 620--660 nm that fits the window of biological tissue transparency in which case the absorption is minimal \[[@B35-antibodies-07-00043]\]. Moreover, Katushka was characterized by a very high pH and photostability, and by intensity of the signal 7- to 10-fold brighter than the spectrally close HcRed \[[@B36-antibodies-07-00043]\] or mPlum \[[@B37-antibodies-07-00043]\] proteins. Additionally, it readily forms tetrameric structures at pH 5.5 to 8.5, but can dissociate into the dimer at pH below 5.0 \[[@B30-antibodies-07-00043]\]. We noticed that proteins fused with Katushka also showed a tendency to form oligomeric structures ([Figure 1](#antibodies-07-00043-f001){ref-type="fig"}C). The other advantage of the fluorescent complexes "VHH-Katushka" is their relatively simple and sufficiently effective expression in prokaryotic systems ([Method S1, Result S1](#app1-antibodies-07-00043){ref-type="app"}).

In human TNF knock-in (huTNFKI) mice \[[@B26-antibodies-07-00043]\] used here, human TNF was expressed in vivo instead of murine TNF. It mediated normal and pathological functions of this cytokine which can be neutralized by clinically used anti-hTNF drugs. One of the studied nanobodies, ITN-Kat, was able to bind to human TNF ([Figure 3](#antibodies-07-00043-f003){ref-type="fig"}) and neutralize its activity in vitro ([Figure 2](#antibodies-07-00043-f002){ref-type="fig"}) as well as in vivo ([Figure 4](#antibodies-07-00043-f004){ref-type="fig"}B). The protective effect of ITN-Kat was confirmed by liver histology ([Result S2, Figure S4E](#app1-antibodies-07-00043){ref-type="app"}). On the other hand, although BTN-Kat can bind both human and murine TNF ([Figure 3](#antibodies-07-00043-f003){ref-type="fig"}), it lacks blocking ability ([Figure 2](#antibodies-07-00043-f002){ref-type="fig"}) and therefore could not prevent the development of acute hepatotoxicity ([Figure 4](#antibodies-07-00043-f004){ref-type="fig"}A, [Figure S4D](#app1-antibodies-07-00043){ref-type="app"}). Moreover, ITN-Kat showed higher sensitivity to hTNF than BTN-Kat. We observed a higher level of fluorescence in activated macrophages stained with ITN-Kat compared to BTN-Kat in a similar concentration range using flow cytometry ([Figure 3](#antibodies-07-00043-f003){ref-type="fig"}A).

As a systemic reaction, septic shock affects all body systems, including immune cells. TNF is known to play a critical role in the process of liver injury induced by LPS/[d]{.smallcaps}-Gal. Soluble TNF is the main hepatotoxic mediator in this toxicity model \[[@B38-antibodies-07-00043]\]. Using fluorescent sensors targeting TNF, we confirmed that the main source of TNF during the development of LPS/[d]{.smallcaps}-gal-induced acute hepatotoxicity is the myeloid cell compartment ([Figure 6](#antibodies-07-00043-f006){ref-type="fig"}) \[[@B39-antibodies-07-00043]\]. More specifically, our results indicate that TNF expressed by F4/80-positive cells plays the key role in the development of pathology, while T-cells and B-cells do not contribute to the increase of serum TNF levels in the process of acute inflammation ([Figure S5](#app1-antibodies-07-00043){ref-type="app"}).

The inflammatory processes in the abdominal cavity of humanized mice after LPS/[d]{.smallcaps}-gal administration were studied using BTN-Kat and ITN-Kat in whole-body and ex vivo imaging mode. The peak of fluorescence at the time of maximal concentration of TNF in the blood occurred 1 h after LPS/[d]{.smallcaps}-gal. intraperitoneal injection, consistent with the data obtained by ELISA ([Figure 5](#antibodies-07-00043-f005){ref-type="fig"}D). Furthermore, the level of BTN-Kat fluorescence gradually decreased, and this paralleled the level of TNF in the blood. The elevated expression of TNF in joints in the murine model of collagen-induced arthritis was successfully visualized by BTN-Kat \[[@B40-antibodies-07-00043]\]. These data confirmed the ability of BTN-Kat to bind both human and murine TNF, with subsequent successful visualization using bioimaging methods. The level of ITN-Kat fluorescence did not correlate with the level of TNF in the blood during acute hepatotoxicity. This may indicate that this TNF inhibitor affected regulation of TNF expression since cytokine gene regulation may include positive feedback loops. This hypothesis requires additional experimental evaluation.

In summary, we developed and characterized TNF fluorescent sensor (BTN-Kat) and fluorescent sensor-inhibitor (ITN-Kat), utilizing two single-domain anti-TNF antibodies. We evaluated their ability to bind and neutralize TNF in vitro, and to serve as imaging labels in vitro and in the whole body non-invasive analysis. We concluded that BTN-Kat is a convenient tool for studying the dynamics of TNF expression without interfering with its biological functions, while ITN-Kat is a prototype theranostic agent for TNF-dependent autoimmune diseases.

We thank L. Istomin for help with design of illustrations and E. Bolshakova, O. Shkola for help with the experiments.

The following are available online at <http://www.mdpi.com/2073-4468/7/4/43/s1>, Figure S1: Protein sequences of BTN-Kat and ITN-Kat proteins; Figure S2: The yields of the BTN-Kat and ITN-Kat proteins purified from the various *E. coli* strains; Figure S3: Native electrophoresis of BTN-Kat and ITN-Kat; Figure S4: Liver histology (H&E stain) of mice; Figure S5: Levels of TNF-positive CD3 and CD45R-positive cells; Table S1: The *E. coli* strains used in this study; Method S1: Expression and purification of BTN-Kat and ITN-Kat recombinant proteins; Method S2: Preparation of Liver Tissues for Histological Analysis; Result S1: Fluorescent antibodies expressed in BL21(DE3) strain of *E. coli*; Result S2: The therapeutic effect of BTN-Kat and ITN-Kat proteins.

###### 

Click here for additional data file.

Conceptualization: E.N.G., G.A.E., and I.V.A.; Methodology: E.A.V., D.V.Y., K.D.E., G.A.E., M.V.S., and S.V.T.; Software: E.N.G.; Validation, I.V.A. and V.V.M.; Formal Analysis: E.N.G. and V.V.M.; Investigation: E.N.G., K.D.E., E.A.V., V.V.M., and I.V.A.; Data Curation: E.N.G. and I.V.A.; Writing---Original Draft Preparation: E.N.G., V.V.M., and I.V.A.; Writing---Review & Editing, G.A.E., M.V.S., S.V.T., and S.A.N.; Visualization: E.N.G.; Supervision: I.V.A. and S.A.N.

The research was supported by Russian Foundation of Basic Research- No 17-04-01478, in part it was supported by the State Contract Nos. 20.6156.2017/9.10, 20.6445.2017/9.10, and 20.6159.2017/9.10 and by the Russian Science Foundation, project No 14-50-00060.

The authors declare no conflict of interest.

![Fluorescent far-red anti-tumor necrosis factor (TNF) nanobodies spontaneously form oligomers. (**A**) Map of genetic constructs that encode fluorescent TNF sensors; (**B**) expected structure of BTN-Kat and ITN-Kat proteins in native conditions; (**C**) profile of size exclusion chromatography of ITN-Kat and BTN-Kat, imposed on the chromatogram of molecular weight markers (protein standard mix).](antibodies-07-00043-g001){#antibodies-07-00043-f001}

![ITN-Kat, but not BTN-Kat, inhibited human TNF (hTNF) activity in vitro. TNF-neutralizing activities of BTN-Kat, ITN-Kat, and infliximab were evaluated by MTT cytotoxicity test using the WEHI 164 cell line. Percentage of living cells ±SD is plotted. Dashed lines indicate half maximal effective concentration (EC~50~)](antibodies-07-00043-g002){#antibodies-07-00043-f002}

![ITN-Kat is specific for human TNF while BTN-Kat interacts with both human and murine TNF. (**A**) BTN-Kat and ITN-Kat binding activity to bone marrow-derived macrophages (BMDM) from TNF-humanized (huTNFKI) mice. (**B**) BTN-Kat binding activity to BMDM from C57Bl6 mice (WT). Macrophages were activated by lipopolysaccharide (LPS) (100 ng/mL for 4 h) in the presence of brefeldin A and stained for TNF by BTN-Kat or ITN-Kat using intracellular cytokine staining protocol. Shown cells are gated on F4/80 expression.](antibodies-07-00043-g003){#antibodies-07-00043-f003}

![Protection from LPS/[d]{.smallcaps}-Galactoseamine (LPS/D-Gal) toxicity in vivo is provided by ITN-Kat, but not by BTN-Kat. TNF-humanized mice were injected either with ITN-Kat, BTN-Kat, infliximab, or PBS. Thirty minutes later, mice were injected with the otherwise lethal dose of LPS/[d]{.smallcaps}-Gal. (**A**) Survival curves of mice injected with 300 pmol/g and 150 pmol/g of BTN-Kat compared with the buffer or 150 pmol/g infliximab; (**B**) survival curves of mice injected with 150 pmol/g and 75 pmol/g of ITN-Kat as compared with the buffer or 150 pmol/g infliximab.](antibodies-07-00043-g004){#antibodies-07-00043-f004}

![Fluorescent anti-TNF nanobodies accumulate in the liver of mice after the LPS/[d]{.smallcaps}-Gal injection. Visualization of TNF production in adult humanized TNF knock-in mice using BTN-Kat and ITN-Kat during LPS/[d]{.smallcaps}-Gal acute hepatotoxicity. (**A**) Fluorescence intensity images in mice during acute hepatotoxicity in comparison with the control; the abdominal region for quantitative analysis is displayed by the yellow circle; (**B**) fluorescence signal analysis of mice after injection of BTN-Kat followed by LPS/[d]{.smallcaps}-gal or PBS injection. Intensity of fluorescence ±SD is plotted; (**C**) fluorescence signal analysis of mice after injection of ITN-Kat followed by LPS/[d]{.smallcaps}-gal or PBS injection. Mean ± SD is plotted; (**D**) TNF level in mice serum after LPS/[d]{.smallcaps}-gal or PBS injection measured by ELISA; (**E**) fluorescence intensity ex vivo images of mice liver 1 h after LPS/[d]{.smallcaps}-gal injection.](antibodies-07-00043-g005){#antibodies-07-00043-f005}

![F4/80-positive cells are the main source of TNF. Levels of TNF-positive F4/80-positive cells 1 h, 3 h, and 5 h after LPS/[d]{.smallcaps}-gal injection were measured using BTN-Kat and ITN-Kat by flow cytometry surface and intracellular staining protocols. Mean levels of TNF-positive cells ±SD are plotted. Data are representative of five independent experiments. (\* *p* \< 0.05).](antibodies-07-00043-g006){#antibodies-07-00043-f006}
